: T-cell responses in lymph nodes, spleen, and liver after vaccine coadministration BALB/c mice (n=4) were vaccinated with a ChAd63-MVA prime-boost regimen, when two vaccines were given, mice were vaccinated with a full dose of each vaccine administered in separate legs ("Separate") or mixed prior to administration in both legs ("Mixed"). One week post MVA boost (week 7), mice were sacrificed and the popliteal lymph node, spleen, and liver were processed and analysed by ICS after stimulation with a PfTRAP or PfLSA1 peptide pool. Graphs represent the frequency of CD4 + IFN-γ + or CD8 + IFN-γ + T cells. Single points indicate Tcell responses of individual mice and black lines show the median response per group. PfTRAP+ΔS1 pL2044; PfLSAP2 PbUIS4_S1 2398 cl4; PfTRAP+PfLSAP2 C.
into the Pbs1 gene on chr. 12. In addition, this probe hybridizes to the GFP-Luc reporter-cassette in chr. 3 (Fig. S2-A) and to the endogenous Pbdhfr/ts on chr. 7. The correct integration of the second P. falciparum expression construct (either: pL2042; or pL2044) ( Fig. S2) Primers sequences used are shown in Table S1 .
Fig S10: Confirmation of P.falciparum gene expression by IFAT staining of sporozoites
Expression of P. falciparum antigens on sporozoites of the DAG chimeric parasites were analysed by immunofluorescence-staining assay (IFA), using sera from mice vaccinated with the relevant viral vectors (Adeno followed by MVA). Purified sporozoites were fixed with 4% paraformaldehyde and blocked with 10% FCS+1%, prior to incubating with serum from vaccinated mice and detection of bound antibodies with the addition of Goat Anti-Mouse IgG-Alexa 488. Nuclei were stained with 2% Hoechst-33342, prior to mounting slides with coverslips and image capture using a DMI-300B Leica microscope. 
